Figure S1
Sequence alignment of the deletions observed in TYRINS5 founder animals. Two clones were sequenced for each individual analyzed. Target sgRNA sequences are indicated in bold. The PAM is highlighted in red. Deleted nucleotides are indicated as dashes, inserted bases are shown in blue. 
.CTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTT TYRINS5#3_1: -------------------------------------------(del 1294bp)---------------AAATTGCCTAGTTTTATCACCTATAGTGTT TYRINS5#3_2: -------------------------------------------(del 1294bp)---------------AAATTGCCTAGTTTTATCACCTATAGTGTT TYRINS5#6_1: CAAGAATTAAGTGT-----------------------------(del 1212bp)---------------------------------ACTACAAAACTT TYRINS5#6_2: CAAGAATTAAGTGTGACAGTGCAAGAAGTTTTGC---------(del 1151bp)---------------AAACACTTGCCTAGTTTTATCACTACAAAA TYRINS5#8_1: CAAGAATTAAGTGTGACAGTGCAAGGTCGA-------------(del 728bp).....CTCTAGGCCAAAAGTTTATCACTTAATTGCCTAGTTTTAT TYRINS5#8_2: CAAGAATTAAGTGTGACAGTGCAAGGTCGA-------------(del 728bp).....CTCTAGGCCAAAAG------------TTGCCTAGTTTTAT TYRINS5#11_1: CAAGAATTAAGTGTGACAGTGCAAGATG---------------(del 1196bp)------------------TTGCCTAGTTTTATCACTACAAAACTT TYRINS5#11_2: CAAGAATTAAGTGTGACAGTGCAAGATG---------------(del 1196bp)------------------TTGCCTAGTTTTATCACTACAAAACTT TYRINS5#13_1: -------------------------------------------(del 1783bp)---------------------CCTAGTTTTATCACTACAAAACTT TYRINS5#13_2: -------------------------------------------(del 1783bp)---------------------CCTAGTTTTATCACTACAAAACTT TYRINS5#18a1: CAAGAATTAAGTGTGACAGTGCAAGAT----------------(del 1196bp)------------------TTGCCTAGTTTTATCACTACAAAACTT TYRINS5#18a2: CAAGAATTAAGTGTGACAGTGCAAGAT----------------(del 1196bp)------------------TTGCCTAGTTTTATCACTACAAAACTT TYRINS5#18b1: -------------------------------------------(del 784bp).....CTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTT TYRINS5#20_1: CAAGAATTAAGTGTGACAGTG----------------------(del 1268bp)---------------------------------------------TYRINS5#20_2: CAAGAATTAAGTGTGACAGTG----------------------(del 1268bp)---------------------------------------------TYRINS5#21_1: CAAGAATTAAGTGTGACAGTGC---------------------(del 1205bp)----------------------CTAGTTTTATCACTACAAAACTT TYRINS5#21_2: CAAGAATTAAGTGTGACAGTGC---------------------(del 1205bp)----------------------CTAGTTTTATCACTACAAAACTT
TYRINS5#30_1: CAAGAATTAAGTGTGACAGTGCAAGA-----------------(del 1201bp)----------------------CTAGTTTTATCACTACAAAACTT TYRINS5#30_2: CAAGAATTAAGTGTGACAGTCCAAGA-----------------(del 1201bp)----------------------CTAGTTTTATCACTACAAAACTT TYRINS5#35_1: CAAGAATTAAGTGTGACAGTGC---------------------(del 1205bp)----------------------CTAGTTTTATCACTACAAAACTT TYRINS5#48_1: CAAGAATTAAGTGTGACAGTGCAAGAT----------------(del 1196bp)------------------TTGCCTAGTTTTATCACTACAAAACTT TYRINS5#48_2: CAAGAATTAAGTGTGACAGTGCAAGAT----------------(del 1196bp)------------------TTGCCTAGTTTTATCACTACAAAACTT TYRINS5#50_1: CAAGAATTAAGTGTGACAGTGCAAGATATTTAG----------(del 1097bp).....CTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTT TYRINS5#50_2: CAAGAATTAAGTGTGACAGTGCAAGATATTTAG----------(del 1097bp).....CTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTT TYRINS5#53_1: CAAGAATTAAGTGTGACAGTGCAAGAT----------------(del 1196bp)------------------TTGCCTAGTTTTATCACTACAAAACTT TYRINS5#53_2: CAAGAATTAAGTGTGACAGTGCAAGAT----------------(del 1196bp)------------------TTGCCTAGTTTTATCACTACAAAACTT TYRINS5#57_1: -------------------------------------------(del 1437bp)--------------------------TTTTATCACTACAAAACTT TYRINS5#57_2: -------------------------------------------(del 1437bp)--------------------------TTTTATCACTACAAAACTT TYRINS5#60a1: -------------------------------------------(del 1297bp)-----------------ATTGCCTAGTTTTATCACTACAAAACTT TYRINS5#60a2: -------------------------------------------(del 1297bp)-----------------ATTGCCTAGTTTTATCACTACAAAACTT TYRINS5#60b1: CAAGAATTAAGTGTGACAGTGC---------------------(del 1205bp)----------------------CTAGTTTTATCACTACAAAACTT TYRINS5#60b1: CAAGAATTAAGTGTGACAGTGC---------------------(del 1205bp)----------------------CTAGTTTTATCACTACAAAACTT TYRINS5#62_1: CAAGAATTAAGTGTGACAGTGCAAG------------------(del 1416bp)--------------------------------------------- TYRINS5#62_2: CAAGAATTAAGTGTGACAGTGCAAG------------------(del 1416bp)---------------------------------------------
FigureS2
PCR analysis with LCRdelFw and 67_Fw primers to detect the inversion of the sequence intervening the two sgRNA used in pups obtained from the first microinjection session. wt = wild-type mouse, pos = positive control. PCR product = 1075 bp 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24   25 26 27 28 29 30 31 32 33 wt pos
Figure S3
A. T7 Endonuclease I assay to test the activity of the sgRNA 5'0 in the 64 pups obtained. A 897 bp region containing the target site was PCR amplified, melted, annealed and digested with the mismatch-sensitive T7 Endonuclease I enzyme. B. A similar T7 Endonuclease I assay for the sgRNA 5'5. A 689 bp region containing the target site was PCR amplified, melted, annealed and digested with the mismatch-sensitive T7 Endonuclease I enzyme. TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGA-AACAGGAAAATAAACAAGCCACATTC TYRINS5#1: TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATTATTTCCAAATAAACAAGCCACATTC TYRINS5#1:
TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGA-AACAGGAAAATAAACAAGCCACATTC TYRINS5#4:
TTTATTTTCCCATGAATT+16 ;-6GACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#5:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGACAAGA+8TAGAACAGGAAAATAAACAAGCCA  TYRINS5#20:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#20:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#20:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#21:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGA-AACAGGAAAATAAACAAGCCACATTC  TYRINS5#21: TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGA-AACAGGAAAATAAACAAGCCACATTC TYRINS5#21:
TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGA-AACAGGAAAATAAACAAGCCACATTC TYRINS5#26: TYRINS5#26:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#27:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#27:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#27:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#28:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#28:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGGAAATAAACAAGCCACATTC  TYRINS5#29:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGAAAACAGGAAAATAAACAAGCCACATTC  TYRINS5#29:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGA--ACAGGAAAATAAACAAGCCACATTC  TYRINS5#30: TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGA------ --AAATAAACAAGCCACATTC  TYRINS5#30:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#30:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAAATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#31:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#31:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGAAACTAACAGGAAAATAAACAAGCCACA  TYRINS5#31:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#36:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#36:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGA-AACAGGAAAATAAACAAGCCACATTC  TYRINS5#36:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#37: TTTATTTTCCCAAGAATTAAGTGTGACAGTGCACT ---TAACAGGAAAATAAACAAGCCACAT  TYRINS5#37:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#37: TTTATTTTCCCAAGAATTAAGTGTGACAGTGCACT ---TAACAGGAAAATAAACAAGCCACAT  TYRINS5#40:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#40:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#44:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAAAACAGGAAAATAAACAAGCCACAT  TYRINS5#44:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATCAAAGCAGAGAAAATAAACAAGCCAC  TYRINS5#46:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACATAGGAAAATAAACAAGCCACAT  TYRINS5#56: - TYRINS5#63:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#63:  TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC  TYRINS5#64: TTTATTTTCCCAAGAATTAAGTGTGACAGTGCAAGATAACAGGAAAATAAACAAGCCACATTC reference:
CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT TYRINS5#2:  CATCATCGCAAAGATGTAGGCCAAAACTCTTGCCTAGTTTTATCACTACAAAACTTTGATATT  TYRINS5#2:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#7:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#7:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#7:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#8:  CATCACTGCAAAGCTCTAGGCCAAAAGTTTTATCACTTAGTTGCCTAGTTTTATCACTACAAA  TYRINS5#8: CATCACTGCAAAGCTCTAGGCC
CATCACTGCAAAGCTCTAGGCCAA --TTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#11:  CATCACTGCAAAGCTCTAGGCCAAA-TTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#11:  CATCACTGCAAAGCTCTAGGCCAAA-TTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#12: CATCACTGCAAAGCTCTAGGC-----TTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT TYRINS5#12:
CATCACTGCAAAGCTCTAGGC-----TTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT TYRINS5#12:
CATCACTGCAAAGCTCTAGGC--- --TTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#13:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#13: CATCACTGCAAAGCTCTAGGCC TYRINS5#16:  CATCACTGCAAAGCTCTAGGCCAAAAGAGTTTTTGCCTAGTTTTTGCCTAGTTTATCACTACA  TYRINS5#16:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#18: CATCACTGCAAAGCTCTAGGCCAAA--------GTTTTATCACTACAAAACTTTGATATTCTT TYRINS5#18:
CATCACTGCAAAGCTCTAGGCCAAA--------GTTTTATCACTACAAAACTTTGATATTCTT TYRINS5#20:
CATCACTGCAAAGCTCTAGGCC---------TAGTTTTATCACTACAAAACTTTGATATTCTT TYRINS5#20:
CATCACTG
CATCACTGCAAAGCTCTAGGCCAA ---TGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#24:  CATCACTGCAAAGCTCTAGGCCAAA--TGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#24:  CATCACTGCAAAGCTCTAGGCCAAA--TGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#24:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#25:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#25:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#25: CATCACTGCAAAGCTCTAGGCCAA------- --GTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#26:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#26:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#26:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#27:  CATCACTGCAAAGCTCTAGGCCAAAGTTATTGCCTAGTTTTATCACTACAAAACTTTGATATT  TYRINS5#27:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#27:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#29:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#29:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#29:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#29:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#30: CATCACTGCAAAGCTCTAGGCCAA---------GTTTTATCACTACAAAACTTTGATATTCTT TYRINS5#30:
CATCACTGCAAAGCTCTAGGCCAA---------GTTTTATCACTACAAAACTTTGATATTCTT TYRINS5#30:
CATCACTGCAAAGCTCTAGGCCAA---------GTTTTATCACTACAAAACTTTGATATTCTT TYRINS5#31:
CATCACTGCAAAGCTCTAGGCC------- --TAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#31:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#31: CATCACTGCAAAGCTCTAGGCC---------TAGTCTTATCACTACAAAACTTTGATATTCTT CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#32:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#35:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#35:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#37:  CATCACTGCAAAGCTCTAGGCC---------TAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#37:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#37:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#38:  CATCACTGCAAAGCTCTAGGCCAAA-TTGGCTAATTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#40:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#40:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#40:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#41:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#41:  CATCACTGCAAAGCTCTAGGCCAAAGTTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#42: CATCACTGCAAAGCTCTAGGCCAA--TTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT TYRINS5#42:
CATCACTGCAAAGCTCTAGGCC---------TAGTTTTATCACTACAAAACTTTGATATTCTT TYRINS5#42:
CATCACTGCAAAGCTCTAGGCC---------TAGTTTTATCACTACAAAACTTTGATATTCTT TYRINS5#45:
CATCACTGCAAAGCTCTAGGCCAAAA-- --CTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#45:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#45:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#46:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#51:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#51:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#51:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#52:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#52:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#53: CATCACTGCAAAGCTCTAGGCC------- --TAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#53:  CATCACTGCAAAGCTCTAGGCCAGAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#54:  CATCACTGCAAAGCTCTAGGCCAAAATTTGCCTAGTTTTATCACTACAAAACTTTGATATTCT  TYRINS5#54:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#54:  CATCACTGCAAAGCTCTAGGCCAAAATTTGCCTAGTTTTATCACTACAAAACTTTGATATTCT  TYRINS5#55:  CATCACTGCAAAGCTCTAGGCCAAAAGTTGCCTAGTTTTATCACTACAAAACTTTGATATTCT  TYRINS5#55:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#55:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#57: CATCACTGCAAAGCTCTAGGCCAA---------GTTTTATCACTACAAAACTTTGATATTCTT TYRINS5#57:
CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT TYRINS5#57:
CATCACTGCAAAGCTCTAGGCCAA---------GTTTTATCACTACAAAACTTTGATATTCTT TYRINS5#58:
CATCACTGCAAAGCTCTAGG--------- --TAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#58:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#58: CATCACTGCAAAGCTCTAGG--------- --TAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#59:  CATCACTGCAAAGCTCTAGGCCAAAGTTTGCCTAGTTTTATCACTACAAAACTTTGATATTCT  TYRINS5#59:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#59:  CATCACTGCAAAGCTCTAGGCCAAAATTGCCTAGTTTTATCACTACAAAACTTTGATATTCTT  TYRINS5#64:  CATCACTGCAAAGCTCTAGGCCAAAACTTGCCTAGTTTTATCACTACAAAACTTTGATATTCT  TYRINS5#64:  CATCACTGCAAAGCTCTAGGCCAAAACTTGCCTAGTTTTATCACTACAAAACTTTGATATTCT  TYRINS5#64: CATCACTGCAAAGCTCTAGGCCAAAA--GCCTAGTTTTATCACTACAAAACTTTGATATTCTT
Figure S5
A. T7 Endonuclease I assay at predicted 5'0 off-target site 1 (OT1), located on chr. 6 in the intronic sequence of Foxp1. B. Study of the predicted 5'0 off-target site 2 (OT2), found on chr. X in the intronic region of Gabra3. C. Analysis of the predicted 5'0 off-target site 3 (OT3), found in a intergenic region of chr. 3. All 64 pups were analysed along with wild-type control of the same mouse strain. Samples indicated with a black arrow were further analysed by PCR-cloning and Sanger sequencing ( Figure S7 ). Figure S6 A. T7 Endonuclease I assay at predicted 5'5 off-target site 1 (OT1), located in a intergenic region of chr. 1. B. Study of the predicted 5'5 off-target site 2 (OT2), found on chr. 19 in the intronic region of Prkg1. C. Analysis of the predicted 5'5 off-target site 3 (OT3), found in a intergenic region of chr. 14. All 64 pups were analysed along with wild-type control of the same mouse strain. Samples indicated with a black arrow were further analysed by PCR-cloning and Sanger sequencing ( Figure S7 ). GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#4_1:  GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#4_2:  GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#4_3:  GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#5_1:  GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#5_2:  GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#5_3:  GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#12_1: GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#12_2: GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#12_3: GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#13_1: GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#13_2: GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#13_3: GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#17_1: GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#17_2: GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#17_3: GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#18_1: GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#18_2: GGTCTACCCAGGGGCTGGAACCATTTATCTTGCTCTGTCAAAATGCCTCACCTAGGGCAAGGC  TYRINS5#18_3: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#1_1:  GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#1_2:  GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#1_3:  GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#11_1: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#11_2: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#11_3: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#24_1: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#24_2: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#24_3: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#27_1: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#27_2: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#27_3: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#28_1: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#28_2: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#28_3: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#30_1: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#30_2: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#30_3: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#33_1: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#33_2: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#33_3: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#41_1: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#41_2: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#41_3: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#42_1: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#42_2: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#42_3: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#44_1: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#44_2: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#44_3: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#45_1: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#45_2: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#45_3: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#46_1: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#46_2: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC  TYRINS5#46_3: GTATTCACGTGCACCTGTTACCAAAATTGCCTGCTTTTATCTGTGAATCTACCTTTCGTTGAC   55OT1: chr1:9300003 -intergenic sgRNA 5'5: GTGATAAAACTAGGCAATTTTGG reference :  ATGTTTACAGTTAAAACACTGTATTAAAATGAGGCAATTTGGGTGATCAGTTTTATTGGCATT  TYRINS5#42_1: ATGTTTACAGTTAAAACACTGTATTAAAATGAGGCAATTTGGGTGATCAGTTTTATTGGCATT  TYRINS5#42_2: ATGTTTACAGTTAAAACACTGTATTAAAATGAGGCAATTTGGGTGATCAGTTTTATTGGCATT  TYRINS5#42_3: ATGTTTACAGTTAAAACACTGTATTAAAATGAGGCAATTTGGGTGATCAGTTTTATTGGCATT  TYRINS5#43_1: ATGTTTACAGTTAAAACACTGTATTAAAATGAGGCAATTTGGGTGATCAGTTTTATTGGCATT  TYRINS5#43_2: ATGTTTACAGTTAAAACACTGTATTAAAATGAGGCAATTTGGGTGATCAGTTTTATTGGCATT  TYRINS5#43_3: ATGTTTACAGTTAAAACACTGTATTAAAATGAGGCAATTTGGGTGATCAGTTTTATTGGCATT  TYRINS5#44_1: ATGTTTACAGTTAAAACACTGTATTAAAATGAGGCAATTTGGGTGATCAGTTTTATTGGCATT  TYRINS5#44_2: ATGTTTACAGTTAAAACACTGTATTAAAATGAGGCAATTTGGGTGATCAGTTTTATTGGCATT  TYRINS5#44_3: ATGTTTACAGTTAAAACACTGTATTAAAATGAGGCAATTTGGGTGATCAGTTTTATTGGCATT  TYRINS5#59_1: ATGTTTACAGTTAAAACACTGTATTAAAATGAGGCAATTTGGGTGATCAGTTTTATTGGCATT  TYRINS5#59_2: ATGTTTACAGTTAAAACACTGTATTAAAATGAGGCAATTTGGGTGATCAGTTTTATTGGCATT  TYRINS5#59_3: ATGTTTACAGTTAAAACACTGTATTAAAATGAGGCAATTTGGGTGATCAGTTTTATTGGCATT   55OT3: chr14:112763119 -intergenic
Figure S8
Caption from human Epigenome data [4] (epigenomegateway.wustl.edu/browser/roadmap/), derived from melanocytes, depicting a regulatory element (a DNase I HS) located at -10 kb from human TYR promoter, at a location previously described to contain sequences homologous to mouse LCR (Tyr 5' boundary) sequences [54] 
